Purification and characterization of two extracellular endochitinases from Massilia timonae.
Two extracellular chitinases (designated as Chi-56 and Chi-64) produced by Massilia timonae were purified by ion-exchange chromatography, ammonium sulfate precipitation, and gel-filtration chromatography. The molecular mass of Chi-56 was 56 kDa as determined by both SDS-PAGE and gel-filtration chromatography. On the other hand, Chi-64 showed a molecular mass of 64 kDa by SDS-PAGE and 28 kDa by gel-filtration chromatography suggesting that its properties may be different from those of Chi-56. The optimum temperature, optimum pH, pI, K(m), and V(max) of Chi-56 were 55 degrees C, pH 5.0, pH 8.5, 1.1 mg mL(-1), and 0.59 micromol microg(-1)h(-1), respectively. For Chi-64, these values were 60 degrees C, pH 5.0, pH 8.5, 1.3 mg mL(-1), and 1.36 micromol microg(-1)h(-1), respectively. Both enzymes were stimulated by Mn(2+) and inhibited by Hg(2+), and neither showed exochitinase activity. The N-terminal sequences of Chi-56 and Chi-64 were determined to be Q-T-P-T-Y-T-A-T-L and Q-A-D-F-P-A-P-A-E, respectively.